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(2) mRNAlg (^g^ml) fc»a»«BS*© S^.P V— A«CD»ft < A 
2 6 0) b<Dlttfl : 0. 1 ~5-e^IRE;iS£fr?-tiB (1 ) ("IBiS 

(3) 'gfttbtfl : 0. 3 — 2. 3-CfeS. -tlE (2) [=1B|R©*&. 

(4) gj£IS#lfi^CD5^ □ V— AteJ&tfi&ffllftfrfcttffl^ftfc*®'*?*** -t. 
IB (1) ~ C3) (Dlv$";h.J&M=IBll©:Sr&.. 

(5) sA*a»***w=iia«T?ife** -tiB (4) iziE«©*aE. 

(6) . *'-f alft(i3b«Ktti*T?fc*. (5) l=IB«©*ft- 

±ib (i) ~ o) _ 05iN-r*t^[=gB«©*a.-' . 

(8) WSWTr i chop I us i a n i WSSSSfc^lMiS p 
odoptera frugi perda »*«BJftS*©**«MlT?ft** -t 

is (7) icia«o^}io 

±IB (1 ) ~ (3) CDl^-f ft*M~lBf&£>:£;&o 

(10) tn£l)^S*(D®ffi!fe^m^L^^ibttai^ti.fc : fe J <D-^fc^. -ttB (9) 



WO 2005/047518 



PCT/JP2004/017219 



5 

±IB (2 0) ~ (22) <D^-?tlfrlzmM<D?J}£o 

(24) SAia«3&«*-Ofi*'Cfe-S. JilB (2 3) 1= 

(2 5) ■*>'(=iffi.m<mVifcV&Z>. ±15 (2 4) |=SE«0)^2fe. 

(2 6) SJE.f&!M3fcG>5£ P V — Affi#g&*HMiflSfr &ttffl'*ftfc*0>"Cfc 
±IB (20) ~ (2 2) ^DL^■r^^7^)^[cfHt£^D^•^o 

(2 7) M^iiia^Tr ichoplusia n I IP^BSS*fc-S LM* S 
podoptera frugiperd a .SP*ttB&**©##ffllfc"Cfc5* '-t 
IB (2 6) l=ffi«<p*2fe. 

(2 8) «ss«i«os*a)*iia«i*^ , r* 

%<J5-efe^>. _tlB (2 0) - (2 2) <Dl^-?fr,fr 1 JglCiBifctD^S, 
(2 9) 0S»«D**©ttte*^Sdlffl«^5>ttta**l.*:*<D^feS» ±1H (2 

8) icffi«a>^ffi. 

(3 0) lAH^-f^MtfeSs -tlH (2 9) lc-fB»©*a.. 
(3 1) =i««^*--f a«!j4a>«SP«*l»«i>'&:< :i -tIB (3 
O) irfBScD^^c 

(3 2) f£»*4*(Dttllll^S4Sl«IS*6ttlil*^fc*®^fe5» -tK 
(28) |ClBSa>^jio 

(3 3) g&J8#«IIBStfT richoplusia. n i P&flflSS&fc £ IM* S 
podoptera frugiperd a i 9P^fflB&fi3fctf>i£#$fflfl&-e _h 

IB (32) {-ib*e<d;£& 0 

*(75-t?fe^. -tIB (2 0) ~ (2 2) CDt^-TfrtfMCfBfiiO^o 

(3 5) *Mfl&3&*>/<*K*j*fflttitiJftj&^ ni?LMi£MB&Ei3^©»ttit)£ 

■M^* *h -tIB (2 0) ~ (2 2) CD^^**L35^I=bB*E(D^o 

(3 6) »|BB&3R*>/<*flt*J*Jlttai«*^ Oi7^P^JM£*0ttffi!&l£ 

±IB (2 0) — (2 2) ©U-r*i*M=ffia6©^26o 
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ffjE (S f 2 1 MM)) fc£lM*2|q¥£T^£>/^Stl^£mV .$NJ 3 

% f§ $ * m-f & tz #> <d mm 

liRT S 1 O 0 E. col i H Y Kit (Pvj. • £VT^V X-x-f "V <? 
X*tgD tZZtfmiibfr. a bbi t R e t i c 

ulocyte Lysate System, Nuclease Treat 
ed C?P*;tf*±§0 Kt\ =!^E^6*tl*PROTE 1 OS s e t (m 

nmm.tt.m') tziftfmifbhz* z ibi^mM&^mmmt. oa.s i o r &© 
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cm t. -k^-ri^m^cDmm^-r^mm cas) ^sssfosgyii-fo 

&lz&l^X. Pit LTfr fen III @ 1 f&glk 1 [U g<Dfla&.fr £> 2 [si @ 

0>J!&j£3:-e£2iS»3<!:l,H\ If, 4!Ilfl&j£LT5iSg8^j£l*-t£ (ZO&ML 

o 

-nmm ctztz.it. 5ffimat>*^®&\~teifz>&&ffi&f&<nfr) izmz-f. 
&m3s&xsmttm x°&-ox*,<£<. mm.<z>&ni~&vz>m-(Dmi®L ctztz.it 

$S^05*'OSi5^^"37.< ^P-TV^^^t-^o ^fc^SPifi&Egl*. -fe'J:>>£# 

<Dftm&mfr*i-c. fjisftoffiVQWtte&o ^com^mit. ■m&m&m&m.^x 

^fc^^^McD Hlflfi&j tit. 2>-rn#J£iif::fc^-C. &Wtf>^£ <t z 5ir 
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„ Wft{t&*m«.EE&£fnJ&* Bit *»I=«R* < &J3"r$ 

*fc»tJfll7ll**l!ll=rJft*^Rri!B-efe*. Trichoplusia n 
i 0>@|3$fflB&S^0)ifflB& High FiveOnvitrogen lii) S p 
odoptera frugiperd a WMMf&&&G>Bi& S f 2 1 ( I n v 
I t r o g e ntiS) ^I6SA««il&t Lt«IS**l«. 

<DT?[*£U>J&*\ ^ p f7— feM ^ 1 1* ^ - < fc***?"*©**** UU„ 

*©S44* ^^©^BrSfca-flffcR&JtT?^ 3£m<!: LTgfr£.UjM3fc©WfcB!fel 

jwr a £ >/ ^ a* B£t i c 5i # a-r c: <t # s * a ic # -5 1 i* 5 «i j& 

ifB^P^ T— feV >t If* — <h LTfi. ^P^T— tf(D5gte£IEWL 
f# 3 £©-?&<&£*> (i#rc«IISI44:< . 7=<t H 7 x * >tju*^;u:7 
;b^-U K (BIT* rpMSFj <t in? 7^ofz>, <<x£ 

P-f^^^V. ^^X^^^A. E-6 4 (L-t rans-I/f^vX^y- 
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H-*ftW£»«8T?teJ3-r«&;:fc#-c#* »&■*?'*£''>.**££«■*-£©*« 

M~1 OmMtt^F^-S-iA^f L<, O. 5mM~5mMtt$^ut^ 
J=y#*Ll\, 7^i"^A^0'. 1mM*3S*fctt10mM*a7.5i, £ 

±IBDTTii. it{bi»jfc.a)aweK^**L€*o!>-e&y. s-»tttaffl5ft+i=fc 

l^TO. 1mM."1 OmMtf cP*l^^<t^*f^t<> O. 5mM~5mMft 
£*l£;=.<i:7&*cfc y»^ Ll^o DTT^O. 1 mMZfcffi&tzlZ 1 0 mM£££x£ «h 

'«>Bfi<JT*E-&*#uS. Z©*5<i:t»«<lfc LTI*1#lc^J|SI±3&<. H 
EPES-KO.H, T r i s-HC U Rlfc-RBW- h 'J 'fA. 

^itKuoA, y>»* 't^iv mes s pi PEs&i£&&m'r<bz.tifiT* 

-5©**#*L<* pH^6, 5~8. 5fr^j#£:;h.£cfcd& : k©£<£ffi-r6©^ 

«fcy»^Lt^o aaijs©pHi<4*»sfciipH^i o&mit&t. ##§b.§©j£ 

^HEPES-KOH (pH6. 5~8. 5) <£> ©J&*#Cl$? £ L l\ 

a »« a ffl a + j= te it * m*i ©*«r=4#i= «o rs i* & »a «i * 
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#IH=fc^TJI^fr;b*L-CU<5^# (1 0, OOOxg — 5 0, OtJOxg, o 

i (c±iBtra»©*#i=TM<D3aio»««fft^ %h>4xtz±m (±iA2) £ 

^ r * 6 l-tt fcB £fr o fr ft -hiB t mi&OtkVf- iz X 3a»D#H L T # 6 *Lf= _t 5* 

Cl_t;f A 1 -£±5& A 3 i^jML-CttffiJS^Hfig-rsciT?. ±iA 1 , ±Ma 
3 $ *»TfttttJ*t«»^t iblS LI, £ >/<^ff^se*&^3&<|Rl±f -5 <t ^-5 
flj^^fe-i>c ^tr^&lC. ±lA2f, ±»A3taft.LrttttllStB«Lr* 
efc^e £jKfc«fcy±ffi&*l*2&lcitJ&£;h,£ 0 #Ji§u JifBJtJSA 1 ~±mA 3 
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i= us l tzm AmmmA &&%t gam s -t± £ n £ *> £ < <t * -mm-* s i= £ 

. 0°C~2 0°C<D7k®&tzl*fr7l<. : &*T*<Dm&. 'W.5Ml (2 5°C) (Z 

U £ >/<$S*JjfcfliCDi6T£fll§fclc|»CZ£j&N&. 0°C~2O°C C^l-I4. 4 
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o 

#b^tf=±j» (±iB3) sttffijat-r*j:5f=L-ct»«feu. z<Dy;ua3a«<D 

, 0OOxg~1OO, OOOxg, 0°C~10°C. 1 Oftm~ 6 OftfflG>^fr 

Sfe^l*, SAJS*«BIi&J=2fe»j«*S*PU, Z^Lta^Jt (fct^H 7 0 Ox 

Jgife^^±(cgfe^gSE-r < >:L%5Sfi36^&. 91ti e £>Mf&iM5Mf-M L 
5mL~1 0 0mL-efe5©»L<. 1 0 m L ~ 5 O rn L ©*<«fc h) $f 

sliv, 2c&mmt* 1 0~5BifT3<o3tf»*-L <> 2ia~4.iafT5©4<«fc.y , » 

*Ll\, . - 

. $>/^RiS"eimg/mL~2 00mg/mL , Cft5i'©4 t *F*U<» 4>T? 
4,1 Omg/mL~1 OOmg/mLt'ifeSO^.ky^U^o Hi 

&l'»T;i^ : fT:b;h,'Cl^£-5[~s fctx^BCA Protein assay 
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$®m&m%.fcm-*asbz>mmmm (m r n a) i*. ^(D^mizm^umtis: 

X&1\ mRNAlt Vt&lktiKLmmOJj&l-XmmD N A (^CDPM(*^JX.« 
ffcaftOX'U) £ 15^ LTlia!^ <£>::<!: g&4H;n<7M > fcf h P|£#fc 

I* R i b o M a x Large Scale RNA production 
System-T7 C?P^:ff*±10 ^ <if £flJJS LTffa d t*<t^5. mRN 

mm&m izft^x. mmmmit. $>/«7M£mo>&m<DWi&frz>. 

1 M g/m L~2000/i g/mL#f t^Sf^K , 10// g/ml_ 

~1 OOO/i g/mL-^^^^'SCItA^yif^ Ll^o mRNA^I # g/ml_ 

f|f^<D^tffi^¥a>ijij&7^iE>. 2 6 0 nm©K5icg (JiliA2 6 0) t1~50 
(A 260 = 1- 50). if £ L < 1*2-1 5 (A260 = 2~1 5) tt^HS 
e S^PV-AI^A2 6 0t*1*|tlt filR&^fi|i7b^#|:rfT:bft^Mft 

StRSJ^^^lcfctNTm R N AiiJt (//g/mL) <b£pSt&1£)S 
*fl)5^ P V— AMJt (A 2 6 0) <tCDJ±^1 : 0. 1-5. L < I* 0 . 
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(Dm&fr*. mnmm^m&&fe<pi^&^x. o. imM-iomMtt^ 

tmM&WL&frb* 0.-1mM~1-OmMW*Wuiyjff*L<, O. 2m 

HiRisfflsjeja+^fcit^T^/^i/Hy >a(fiiT, tat pj tuact^ 

fc£„) I*. $>/^f^©lt^^b, O. O 1 mM~1 OmMtt$n 
3C£j^$?£L<v O. 1mM~5mM^t^^S^i^y^L'l' N c ATP 
tfO. 0'lmM*a*fctt10mM*8jt4i, * >/<*R(D*fi63S£#(rFr 

HIRSUBEJfcjft + Kfc It 5 £"7 / > = 'J >tt (KIT. r g t p j t I* 5 - fc*>* 
fc£o) I*. £ >/*£R*Jfca>3&S0>«j£lfr&* O. O 1 mM~1 OmMt*$H 
&^ttf&& L<s 0. ImM-BmMtt^tLSCt^cty^U^ GTP 
#0. 0 1mM*lffcl*10mM$i^5t, * KMoat^fiTt 
£ til rsj f= fc & -fc «6 T? & -6 o 

■Sfc«XDfi6#T*<feoT. AT PirGT PftS4t*l»tE***l«. ? UT^F 

>y>ni*, ^>/<^jt-&fia©asa>ajS* x &* S5i&fii6a£*i=fci x "c i mM~ 

cfcy^f^LL^o ^ b7 f > U 1 mM^l tfc 5 t . ^fti0ATPtG 
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-5 Msssjfcfc+icfcivco. iu//iL~ioou/n^iti 

L < > 1 U/// L~ 1 OU//i L$*r*jfi£ C£j6««fc y*F£Ll\, 
RNase-fVttf^-tfO. 1 UA L*»tfc«fc, 5NaseO»*.g14 
*3(fe»j!Px.*C:t3&<-C#<C^ffilRllcfc«fci&-efcy. SfcRN a s e-OfctfS 
-#l 0 0U/ju L$i?L5i, *>/<*R^J*£Ji&*IE*«fflGl.lcfc5fc«> 

Hf*S/f!JRJS5fc*l=fc[** t RNAlt ±fH2 oaSSa>7 5>»l::#lGL;fc« 
HOt RNAS«b«ifo$#Lt4.5. #3§BJ3[cfc^Tli. £>^R^J& 
CD^JtOa^*^. S»SJ6aE*l.= fct^T 1 U g/mL~1 0 O 0 // g/mL^ 
^^tt-5^t^Sf^L<. 10// g/ml_~5 0 0// g/mL^f 
«fc yjf^Lt^o t RNAiM //■g/mL*jS*fcl*1 0 0 0// g/mLfi^^ 

'fcH»©*a**#»=«Jl"C** HEPES-KOH (pH6 

«SI<D**tH i fil©«iS^&. 5mM~2 0OmM^$W-^^L,<. 
1 0mM"5 0mMt^3*l^Ci:^J; | 'JifSLl^ 

* fcHRs&fli sjs^tt. * & (3 sry -b □ -;u * *in * * fc s «fc y 
#£Li*. ^y*p— ;i/*Sin^-4t. bssr^jSJEJEccSsi^t £ >/^r^j£ 
Cii&2i ft *S&£fls-C * * £: 5 W MiA<ife5fc»-e&5o # 'J -fe □ * ^7JD 

al^s 5 (v/v) %~2 0 (v/v) %t^**5f=SJn-^S. 

m3j3&£«(£* x? u u □ ex ( 2 - 7 s / if ;n- 

X^U) HHf^I CklTs TEGTAJ tl^Ci^ftS.) *#*■*-*©**#* LL* 
o EQTA4ttt«i, EGT A j&«tttH;$4'©&«-r £: + 

izt-ey'Tiest^ ut— -tz\ ^p^t— -iffc^s^sfl:*-** c tiz* y. M 
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LM^-Hf, ATP. GT P, ->¥*»5'-= l )>m* ^Uv>5'-E l J 
^l/7f>'J>Ss ^U7?>^ — 73^iJii»fcJ:tftRNAB<E< 

icii. p v-ai, <fc y*#toi=r*ttE»tta*©5* □ v-Ai**fc. 
estate* *si>fc< ^«§&o> 

T?fcottJ:l\ »lDNAtfcl>t, fflHt. -EOT ttfcSHt&f-a) 

5' ±SMBI=E«S*i*. ^p^e— EOT<t LT[*. fcixtf; t*^a©T 
7:7nqE— EOT, SP6^o*-$-K50, T3^P^=— EOTfciftf* 

If btt-So 

£f=. *S6W<DfSSMDN Att. *f5tit£^©3' T3Stfi>JI-$ — S*— EOT 
*%-r*©*<»*L^. .hB* — S*— *-EOTfc LTI*. fctx.ll S£3fc2r*n. 
fl)T7 ^_ 5 ^-$_ffi5l] s SP6$-5^-$-iM, T3$-5^-$i-S 

liilDNA'lt (1 )^^ISa>fI«tl^Sl|$ttfc#MD NA|7-f^-V 
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m i^So zhiz .j; y % va x^cfc y ^tiroo^^J tifcDNA a* 

£ b(C s ilDNAAt3 0jJl±£D^t^^5i|^li, ±S£CD P C R-Cliifi 
Lfc D N A i $ b tOiS^^tfc^ D N A ^ffi L\ 7^->>aX PCRl 

friv ilD n A^mmrt^o 
ptz. *5§WI=fcIt«»SDNAf*..HKSJCffiai?&tt**'r*E50 (felT. 

mm%.fcfe&mmi tit. za>mmRmis.mmm^-r ^idna^ii 
5' MRflin (5' utr) t LT4*fiKD&»E$a-efc5. sftWf-i** 

zi©7-f 3fP-r ^LMitG-dFtt) 5 ' UTR^IE^L * -f =1 CD-fe 'J v 

£155' UT R(D^SE5Uv Ac NPV (Autographa c a I i for 

nica nuclear polyhedrosis virus) 

K'J ©5 ' U T R©iII5IJ. BmG P V (B omb y x mori c 

ytoplasmin polyhedrosis virus) O^'J^h'U 

^it'fs^CD 5 ' UTR G>tf££E?lk EsCPV (Euxoa scandes 

cytoplasmin polyhedrosis v i r u s) ffi/H'J ^ 
K U >3A&=?-0) 5 ' U T R<Dtt£E$L HcNPVCHyphantria c 
unea nuclear polyhedrosis virus) (D^U ^ 
K'J ^SHetPCD 5 ' U T R'©tt3£E5IL C r N P V (Chor i stoneur 
a rosaceana nucleopolyhedrovirus)(7)7}fiJ 
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. *em£(*« &w/mm&m5.fe%L*Ki3^'c> o. i// g / m L~8ooo 

H g/mL^£*l&C£:7W£L<. 3// g/mL~600/i g/mL^^ 
tLi>Z«b:^J: yS?^L^c g¥ftIA^O. 1 g/mL^fcli8 0 0 0/i g 

Z^<Dmm'&<Dfen®m<Dm&fr*. A260t-1~50 (A260=1 ~50 
). *f^L<l*2~1 5 (A2 6 0 = 2- 1 5) M£*l<S„ £<7P V— AIH^A 

2 6 o-ei "*»-ett. mm&fe%btfftfti~fttefrhte IMS Iri fe y . 5 o£@*. 

S)4;Wl^L^mRNAlS (/ig/mL) t Pi?L«ltlS*ro 5 £ P V-Affi 
<Diim (A2 6 0) tb^l : O. 1-5, £?£L<l*0. 3-2. 31?&SC<t 

^¥/§ilR^ ra r=JS i^§rn a^K'J^ ^— tf f*. UW&M&fr? %> ? p 

-tfMt§Ci^LLN 0 *fc|E3P»M36<. 8P6*fcit'T3^P?-* 
— E5y*^L-C^*»^[i. -tft-etu SP6 RNA7K'J*=~ b*tfcl*T3 

R N ATK'J > 7-t**ftfflt5 C fcj^fff Ll^. 

RNA7K'J> = ~ "tf l*s m R.N A^fig05ilJgfc<fcI/^ St^J*0>3£l£©« 
CT/BKSRfflSJtSft^C^O. 0 1 U/H L-100 U/ U L-gmZtl 
§u'ti^L<s O. 1 U//iL~1 OU/// Ltt^WCt^J: y*f*-L 
l,^ R N AtK'J * 5— if^O. O 1 U / A/ L *JK"C ? ft Z> t . m R N A (D'aJ&m.ffi 

& # < js y . ssg^ <t l r $ >/ * * k* j&<z> £ & T-r £ m [ri i= ft & fc & -e fc y 

% ^t;RNA7Ky^7-^1 00U/^Lfi^5ts £ S'&JfcKJ6£ 
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6. lE^/HSRSfcBJEJ&JS't'l-fc^-C in/mL~1 0 0 0|i g/ml_#3r£ 
L<. 1 0 U g/mL~5 OO// g /m L^3f£ - <t ^<fc y 
LL^o £ ls7^>*i— -tftfl // g/mL^^-efc-gxt. jE^^fifljA T P 

■fc*fc»T»fty. l/T^V^ WlOOO/ig/mL^i^Si:, PI 

- ^ijvx ^P U>. ^ VP<vX h r J^h77X TX/\°^^>< -fe 

7 5/ti:i±, 7^7^7 1 — ^feaistifcrs/iittf^s. £ 

T S-/ 1 # M~ 1 00 0/2 M'M"**l<5 Ct^Sff L < . 10/i M~ 5 

LfciSCDt RNA^lSfefifO^tLt^Sc t RNAtt, jfc 
<D&m<Dtoj5L&*>l*+ <E3P/aSR^JEf&5S*f=*5^ - C1 //g/mL~1 00 0 
;U g/mL^t$^§ ZtTO U <. 10// g/mL-5 0 0 // g/mLtt 
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%&&ft&ffl7l&Zt&V&i£l*mfol-&&tzihT!&V* ftfcRNas e ^ > fc 

T'fcy. ^/^iR^JSJaJ^^fcl^TO. OlmM~1 OOmM^S^ 
Ci^Jff 0. 0'5mM~ 1 OmM^%£ft§C£**£y#?£LlV 

/U£v>#0. OlmM^itfelii:, mR N A J?!c5lJS#i£T L^^c'^'^m 
RN Aa>§#<»ft< fty* mmt Lt^^/^I^dil^ffiTtSil^J: 

5 ftitlftl-fo&TttoTrfc L J . tfcX^I/5v^1 0 0mMji^5i, £ 

tz*,<Dtm&o> : b<r>tfi&Miz&m'ez* mmom&fr*. hepes-koh ( 

P H6~8) ^ffiffif L^. ^7i. SMIi* J:^Lfcttttlffl5ftl=fe 

L<. 5mM~5 OmM-B-%^tti)C t^J: y^f^Ll^o 

^ St K&Sl ft £ &J£it v& % £ ^ a ¥0 £ fc £ fc to t? & £ o ^ y -tz 
P— ;U£>iSsAn-f aim. 5 (v/v) %~ 2 O (v/v) % ft * «fc 5 1= 

6 0 (v/v) %-gmir&b t ^fC. J&l:3^g/mL~60 0i/g/mL<Z) 
S^^IL $E¥/§llRI£fBJ5J&;&*A 2 6 O TM ~ 5 0(7>HHfLl!^5^ p V— A 
ME C«<IWl=HIR»at©aifiEit*^ mR N A (/< g/m L) : 5 £ P V-Ail 
J| (A2 60) =1 :0. 1-0. 5 t ft -5 «fc 5 ft*). O. 1U//lL~10U 
/// L0RN A/K'J^7 — if-. O. 1mM~5mM(DATP, 0. 1 mM~ 5 m 
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, sds-page, if iz&^xmj£T*.£%o umWiomm^mm 

[Zftfrfrtcfr^frtiL. 1=TJ& $ tltz * >/«7 M £ S D S - P A G E . ^U^P^ 

mmm 

&.t. n&miz&v*mw%$ bizmmizmwr&tf. *§%Bj}i£z*iz,G>n& 
immm n 

(i ) iS^xs Ko'HM 

SI^SIiJb^t^^ir^BElCflJBJLTL^Sp r o-TNF-GLC (£ 

) Z05!S^>^^H© in v i t r o O&m&Ufttzo H1 1 fCfll^L 

fcHi^7X5 KG>«5iB*5cLfc. **:«. S^^tH'J^ K'J >5 ' -UTR© 
tt3£iB5iJ*iB5lJS#l p r o — T N F -Q L Cite^©±tt*B9ll£BB?US 
•§-2lr^L7= 0 

iB5IJS#3fcJ:tf4lC«iB5 f ll**Lfc5|54Bl-B amH I hWLfcPCR 
^7^7- BamH I $fiflSft|:Hz;i> 7 ^ -f -tf— 3 > £fr 5 d <t lZ £ o 
T. p — hCDX h o I -bM h(Z)tfrirB amH I +M h £#A 

Lfco HlriB5iJ«#5fc«fet;6rc«ia£iE5ll**LfcPCR^7-f7 — SffiL^TP 
CR^mv Hindi I I mitmz-tfr? ^ -f v a > £fr "5 C <t lz cfc o T 
. p T N T<<££ — fcttfcfc^ttLTl^T 7 £ — 5 £ — eaiEffcO) B a 
mHI^hfHindl I I -tf-'f hlC^ILfc. PCRlC«fcots B a 
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±-C«DPCR0^#(*. KOD-p I us (TOYOBOttS) ^ffl^t, 9 
6lC2»T?lllDN.A^1t*tfc^ 96°C1 5 5 0 °C 3 0 f3\ 6 8 °C 5 

#©-tM * ;u&j& $ 3 o @ff o fc 0 

ilLf:^7X5 K©*a£B5!lf4DNA2 5 O n g^ili: LTB i g D y 
e Terminator Cycle Sequence FS Ready 
Reaction Kit (ABI &«) £/B UtT PCR ( 9 6 °C 1 O # s 5 0 
°C5£!\ 6 0<t54£\ 2 £frlV J£JS;££AB I PRISM 3 

10 Genetic Analyzer (ABI %tW tit L tc 0 

^TO^^f—i/a^-y-^ZTM*. Ligation High (TOYOB 
Ott«) >£«Tofc&. «fDH5ff (TOYOBOti 

gS) |C»JHESIL. »JHE«MftO*M^&7 , ^*U-SDSfi(=«ty ^7X5 
KSWttU . DN A&M3WJ©jR#f£fTofc. 
(2) in y i t r ogf SJ6fcj;t;mRNA©iI 

-LfB(l) tiSLfc^77 5KfHi nd I I IT^ftLfci, 

LT, Ri boMax Large Scale RNA Produc 
t i o n S y s t e m-T 7 C^'D J* £Jll^T. 20/1 I 7.*T— )VQ 

3 7^C4^. mRNA^fffofco SftJt/ 1 U(7)RQ 1 RNase F 
ree DNase ( ? P * #*±§D £^3)0 L. 37°C1 S^i' + a^-hL 
. ££> D N A &m<t Ltz. 7i/ -)\,<7 P P 7f^;UAtttbS lz «fc y £ 9t£&£ 
Lfc^s x^y— ;ujfci8$fTofc.- 1 OO/i I <Z> 

s Nick column (7Vv-vAttS) TNtSLfc^ Mx$y— /U2fc 
J8£fH\ *5&MICA 2 6 O/A 2 8 0== 1 . 8~2. 0. R N A 2 m g 

/m I tfe& kvlzMWkl'lgMLtzo C0j:?tLTigLfcmRNA[iii 

mRN A- I N Is^^^^X = K— I I ^bls?Ltt(D$mRNA- I I 
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40mM HEPES-KOH (pH7. 9). lOOmM KOAc. 1. 5m 

M M g CO A c ) 2 s O. 1 mM EGT A s 2 5 O mM *>zl£ P— X. 2 
mM DTT, 0. 5mM PMSF 

WiW&. f ^(^tb^^VXt^vt^if- (D o u n o e homo 

g e n I z e r) £ 2 0 & C t (C<fc ij % Lfc. 1 O 
OOxg. 4°c N 1 0^IB3Sil>»IILT«ll!S»a6*Biy ±jf ^HJilK Lfc„ 

tfKLfco iSaBi&fl k »a>IB, #§&©T*^e> 1111=1 . 3M©i/ifP- 

iHHooooxg, 4°c. 2 mm&mM'bitm c h i t a c h i %t^sio 
±«^tiiL, &j8*x$— hB#©aii!&sMi gfet=yi oo// i© 

A260/A2 80I41. 4~1. 5,.A260ttl!)1 50tfeofc, 

( 4 ) ttiSffljiSm* 

(4-1 ) &&W}W&&<D&mm&^m?&Mm&&$ m^&mm&mz 

±.IB ( 2 ) T?H$S Lfepro-TNF GL C (Dm R N A - U & <fc tf±fB C 
3) -eSaiLfcS^P V— Alfffl^t. gpStb^&^CDtttetJ^^&M 

•20mM HEPES-KOH (pH7. 4) 
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genttl) ^ L-^l/$5>ISPLfcExpress F i v e Mljf Jg 
JfeClnvitroge n*t«) ^f:^S75Xa (6 OO cm 2 ) 
7°cx*e HW**Lfc. t£JR« SUISSE i . 0x1 o 6 i, Slti. 21 gi§ 

2fe^i»±iB*6«LfcSAJ$«aiii&*J!ito. TB«j*©ft#*-c 3 aft* (70 

•6 0mM HEPES-KOH (pH7. 9) 

■20 0mM Wftki3 l )*5<U^ 

• 4mM Bi67^*i/ , 5A i 

■ 4mM D T T 

■4 0mM HEPES-KOH (pH7. 9) 

■ 1 O OmM Rift* U 

■ 2mM Pi^^-i^A 

■ 2mM ^-fb*;UvOA 

■ 20 (v/v)% df'j-bn — ;u 

■ 1 mM D T T 

• 1 mM PMSF 

<D%.*mcpX*m&Ltzo 5£±lzm$iLtz&. 30, OOOxg, 4 0 Cf1 O^FI 
3S6»i'(himaoCR20B3, SSlittl) ±5t*@«l Ltz a EiR 

Lfc-tj» 1. 5mL^TIHfl^O'y;uieilffliS©jgT? 2 F«'fbLf=PD-i OffitM. 
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■40mM HEPES-KOH (pH7. 9) 

■ 1 0 OmM m^tJ l J 

• 2mM ffl^T^i^A 

• 2mM i&itjJJb 

•20%(v/v) £*'j-teP — ;u 

■ 1 mM D T T 

■ 0. 5mM PMS F 

4°C<D*7i<.®$>-ZM&Ltz 0 &±lZf&%lLtz'&. 30O00xg, 4°CT?10^ 
mm>L^m (h imacCR20B3. B£X$§*±§0 U ±M 1 A £[HjilX Ltz 
o m®.Ltz±m 1 A$$F,C4 5 0 0 Ox g v 4 e CV3 Oftfflm>t>ttffi (h \ m 
acCR20B3 % BilifiS) LT±jf 1 B £[e]JJX Lf=o EilX Lfc±;*f 1 B 

o 

•40mM HEPES-KOH (pH7. 9) 

• 1 O OmM U 

■ 2mM PiTni'^A 

• 1 mM D T T 

■ 0. 5mM PMS F 

T^-<L£:&. ^;Ht^M®^3mL(Z-C>tiiiL. ^3fe5feJSff (U I t r 
ospec3300pro. 77v^A A-f jj-tf-'f X >X*±§!J) ^Sl^T. 2 
8 O nm[Cfclf^>^^Jt^3 O J*l±<D!J^£II]JlX U Z ft ^MffeSiffl <b L 

=i^g)J$S^flii*ttaj^, (High Five, Sf 21 
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(D High f j v e m&m&fe&m^tz^i'S 

MAS* 5 9 PV-AI (JEJSJSl.fl I tA260 = 0~50) 
5 0 (v/v) % JftSHj^S* (High F i v e4f) ttffiig 
320// g/ml_ mR N A 

40mM HEPES-KOH (pH7. 9) 

i o omM TO** >J 

2mM H^V-i^S^A 
2mM DTT 

1 o (v/v) % ^y-trn— ;u 

0. 5mM ATP 

O. 2 5 mM G T P 

20mM ^b7f>'J>i 

2 0 0//g/ml_ * l/7f>+t- 4f 
80//M 75/i (201) 
O. 2 5mM E G T A 
1U///L RNase-Ott*^ — 
200/i g/m L t R N A 

ATP (v^fctM). GTP (->^ytt«), 75/1 (201) (*>^tt« 
X RN a s e-f i/fct?£— (S5gs£$t«)s tRNA (Pya-^7^Xf^ 

sissit Ltftsar^s ^n-^iatMQ - 1 ooo cscscs-fbssamaii 
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±|E (2) 7?SSa5Lfcp r o-TNF G L C (Dm R N A — I I „ fc£tf±fE 
(3) TfHfiLfcSf av-AKffflL^ ■ ^l^lHttiMWttt'ttiiS (RRL ; 

i=**ai«aiii&^^>/^it^j«*^Tofc. *fc, cro^^-tt-rtt 

#£J6$i±£ ZirlZcfcyS >/<*R©$f 'J a *>;Hb£*Tofco 

■ HSR3fcRJ6ia + A2 6 o = o~5 OOS^PV-AI 

■50 (v/v) % »>-y-*IPl«iSiJfll«affl* - 17. 5/i I 

■ 2mg/mL m R N A 2// I 

■4 0U/H RNase'f>tlf$- 

■ 1 mM 75/1 (201) 1 # I 

757 8 (2 08) ttS'^tttS©*©** RNase^>tfc^-liSIil 

(5) ±B (4) 0>Mtt%^'>/<^JCMI=J:U«AL^:flfl%£«S4fBa>Ktt 
M 

±E (4) ■CftrtLfcN— if' J 3 isMt$ >/V?m (pro-TNF GLC 

*-eK»«ft*fTofe. Nlifg^igfj: L-C^U a^^—if F (TAK 
ARAtti) ^£BiRKJi£i&T&©J5J£&l 0/1 I fcfcyi // I 

L, 2 5°c-e2B#p B 1JSJS^i±fr 6 

(6) N-y 'J 3 ->;Mb£ >/<4?flto>ttUJ 

N _/f .j =, *>;Mb$ >/\°^7 JftT^fcBte. iaTNFtrCft (R&.D*tg|) 
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o 

»H igh Fiv ettffijg (H FLX M^±S««S f 2 1 0MtiS^ (S 

f2U) *ffl^-cs^py— ABS*ET-?HSR*fTofc«l*S«Lfco SsJnL 
fcS^n v— Attl4£*'&:fcl¥»5£ov— AB (CMM V ^P^tf&SD* 
igittH igh Five ft*S^PV-AR (H F MM), S&%£*BIJi&S f 
2 1 SSES^P V— AR (S f 2 1 MM) Sftif^iDL, HRt^EJC Lfc 

Z^PjCO^^^t). BMU FHL, S f 2 1 Lfl)itOatii«l^ H 
F.MMfeitfS f 21 MM^-t^L-^HSJULfc*^^ *BM1 5 * P 

High Five fi*S.^BV-Al(H F M M) N B£ig#59BJ!&S f 2 
5^PV-A1 (S f 2 1 MM) -ttt^aiPLfcJi^lCJHiaPa^N— 

-tf f $n {b i:«tysit«'>Lfcufc*& 4 n mmmtfiB $>^?m-e&&c 

lB^J^|-fclt-5.AxlE5iJ (Artificial Sequence) £|s&BJ-r <£> 7 'J — 



WO 2005/047518 



PCT/JP2004/017219 



. 53 

it * (D m m 

2. mRNAlf (jt/g/ml) <!: 0£I&!&|&3fea> 5 V P V— AJ^(D;M 
(A 2 6 0) tOittfl : 0. 1 ~ 5 -e^f?JSl£^^5tt^(DfESm 1 IlfCfEft 

3. ^MJ±^1 : O. 3-2. 3-efc£. I^Oiil 2 3gfCfH«g<Z>^ 

8. m£fei£S$fflg&#T richoplusia ni -5 IM* 

Spodoptera frugiperda @Pm$ffljfe£*a>±£#iSili§-efc&. 

sfc<z>t?fc&. if^oiesimi mi~mno?5m 0 

12. Ha»Hai4©ta!|^I^=i:<H^t5, ft* 
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25. ^mmtfmmftv&z. n&<Dtom&2 tmz&mais&o 

2 7. M^i^S^IBS^T r ichoplusia ni Upl^fflBSSSfc^ 
l*S podoptera frugiperd a §|3|4$BM*£>i§^ifflfl£"e&3 

3.0. m<k%mtf±>'C =imm-e&%. m>zommn2 93ii-ib»(d^So 
31. *^3iii^*^3^*cD^^^^^'>^< <h t-^w-r-s. ft* 

W^CDKSI^ 2 8 3l(rIBtE©^o 

3 3. m&t%^iffl1fetfT richoplusia ni HP^BBSS^fe 3 1* 
US podoptera frugiperd a f|3|i&BB£fi*£>J£S$BB$"efe<5> 
. f»^ro|5Hm3 2Jl[rfH«<D^c 

-t&b<Dx<&&. m^o>mmn2 omi^§zn<D-%m 0 
m&t;m-?z> *>o-e&z>. m^ommmz om^m^m. 
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m2 




- + 
+■ + 

Sf21MM 
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+ + 

HFMM 
(15) 



- + 

+ 4- 

SdMM 
(15) 



RRL 



30" 




pro-TNF 
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SEQUENCE LISTING 

<110> SHIMADZU CORPORATION, National University Corporation Yamaguchi University 

<120> Method of posttraslational modification by addition of microsome membrane in eel I -free 
protein synthesis 

<130> G104090W0 

<150> JP 2003-384387 
<151> 2003-11-13 

<160> 9 



<210> 1 
<211> 49 
<212> DNA 

<213> Artficial Sequence 
<220> 

<223> 5'UTR (EoNPV polyhedrin gene) 
<400> 1 

agtattgtag tectttegta attgtttgtg aaatctaaaa tacacegta 49 

<210> 2 
<211> 702 
<212> DNA 

<213> homo sapience 
<220> 

<223> pro-TNF GLC 
<400> 2 

atgagcactg aaagcatgat ccgggacgtg gagctggccg aggaggeget ccccaagaag 60 
acaggggggc cccagggctc caggcggtgc ttgttcctca gcctcttctc cttcctgatc 120 
gtggcaggcg ccaccacgct cttctgcctg ctgcactttg gagtgategg cccccagagg 180 
gaagagtccc ccagggacct ctctctaatc agccctctgg cccaggcagt cagatcatct 240 
tctcgaaccc cgagtgacaa gcctgtagcc catgttgtag caaaccctca agctgagggg 300 
cagctccagt ggctgaaccg ccgggccaat gccctcctgg ccaatggcgt ggagctgaga 360 
gataaccagc tggtggtgcc atcagagggc ctgtacctca tctactccca ggtcctcttc 420 
aagggccaag gctgcccctc cacccatgtg ctcctcaccc acaccatcag ccgcatcgcc 480 
gtctcctacc agaccaaggt caacctcctc tctgccatca agagcccctg ccagagggag 540 
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<220> 

<223> PCR primer 
<400> 6 

aaaaagcttc ccctggogta a 21 

<210> 7 
<211> 22 
<212> DNA 

<213> Artf icial Sequence 
<220> 

<223> His-Tag coding DNA 
<400> 7 

ccaccaccac caccaccact ga 22 

<210> 8 
<211> 26 
<212> DNA 

<213> Artf icial Sequence 
<220> 

<223> PCR primer 
<400> 8 

cgggatccat gagcactgaa agcatg 26 

<210> 9 
<211> 26 
<212> DNA 

<213> Artf icial Sequence 
<220> 

<223> PCR primer 



<400> 9 

cggaattcca gggcaatgat cccaaa 
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BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 

□ FADED TEXT OR DRAWING 
^Tblurred OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□'LINES OR MARKS ON ORIGINAL DOCUMENT 

□T REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



